Further, we find that the v-cyclin is completely dispensable for reactivation, when We also highlight an emerging trend in the field of virology where latency is not a 1 0 4 uniform state of infection. Rather, some latently infected cells are poised for 1 0 5 reactivation, while other infected cells appear to be refractory to reactivation. reactivation. Virus lacking v-cyclin, cycKO, is equivalent to wild-type virus in 1 1 1 replication and establishment of latency, but is selectively defective in 1 1 2 reactivation from latency [30, 31] . Given that some cell types may be more 1 1 3 permissive to reactivation from latency than others, we proposed that the cycKO 1 1 4 virus may be enriched in, or limited to, a "less permissive" cell type. To address 1 1 5 6 this, we made use of two previously described enzymatically marked viruses, 1 1 6
WT.βla and cycKO.βla [28, 29] . These viruses both contain a fusion protein 1 1 7
where β-lactamase is fused to the viral LANA ( Fig 1A) . This can be used to appear to alter viral replication, establishment of latency, or reactivation from 1 2 1 latency [28, 29, 32] . To confirm this reporter system works equivalently for the 1 2 2 WT.βla and cycKO.βla viruses, we measured the frequency and expression of at an MOI of 10 with WT (unmarked), WT.βla, or cycKO.βla virus. At 12 hours 1 2 5 post infection (hpi), cells were collected, and stained for β-lactamase activity 1 2 6 using CCF2-AM, a cell-permeable β-lactamase substrate [28, 29, 32] . CCF2-AM 1 2 7 is readily taken up by living cells, causing them to fluoresce at 520nM. If β- substrate causing the cells to gain fluorescence emission at 448 nM. As collected at 8 and 16 dpi and analyzed by limiting-dilution nested PCR to 1 7 5 measure the frequency of splenocytes harboring viral DNA [12, 33] . We found 1 7 6 that there was a minor decrease in the number of cells harboring cycKO.βla virus 1 7 7 at 8 dpi but no significant difference in the number of cells containing γHV68 DNA 1 7 8 following infection at 16 dpi ( Fig 3A) . These data indicate that the reactivation 1 7 9 defect in cycKO virus is not due to fewer cells becoming infected, consistent with 1 8 0 previously published reports [28, 30] . However, when splenocytes were were set aside as "pre-sorted" cells. The remaining cells were stained for β- Anschutz Medical Campus. Cells were gated as single cells and then sorted into tested for purity after the sort had concluded. The purity of the LANA::βla + cells 4 2 0 was measured in the WT.βla infected samples and found to be 97.3% pure . A permissive MEFs in a limiting-dilution fashion as previously described [12, 33] . Pre-sorted and LANA::βlacells were plated at starting concentrations of 2x10 4 4 2 6 cells per well while LANA::βla + cells were plated at a starting concentration of 100 I  D  :  9  0  3  2  3  3  0  ;  P  u  b  M  e  d  C  e  n  t  r  a  l  5  2  1   P  M  C  I  D  :  P  M  C  P  M  C  1  9  1  2  8  2  .  5  2  2   2  2 . : igure 7: The viral cyclin is dispensable for reactivation n latently infected cells that express LANA::la A.
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